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Protein prepn. by axo-bocterium secretion • involves host 
transformation by introducing recombined DNA into host bocterium 
cell 
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USE/ADVANTAGE 

The protein is obtd. by a simple genetic engineering 
method. 
EXAMPLE 

The vector used is pTA 1529 (1) which is prepd. from 
pTA 529 and pHS 1. 

A gene coding humun-cpithelinl cell growth factor (11) 
is combined with (!) to give recombinnnt DNA (III). E. ccli 
K 12 YK 537 is transformed by (III) to give transformed cells 
(IV). 

(IV) is cultured In LB medium and then In M-9 mciliurn 
to give a liquid which is then passed through a Prep PAK 
column and then a DEAE-TOYOPEARL column to collect the 
ocsi rcu I FOCI ion 1 1 1 / * \ iopp>< ^ t ^ i^^** • *#• 

,J6128029i-A 


A new method for the prcpn. of a protein by an extracellular 
bacterial secretion comprises: 

(A) constructing a vector contg. the promoter originated 
from an alkaline phospholosc gene and a gene coding the 
signal sequence under the control of this gene, and which 
can replicate in bocterium host cell; 

(B) a gene coding the foreign protein is integrated In to 
this vector and the recombinant DNA is used to transform 
the bacterium host cell; 

(C) transformed cells are cultured in a medium contg, 
inorg. phosphorus in ami. insufficient for the induction of 
protein synthesis and sufficient for the growth of bnctcria, 
and then transferred to o medium to which inorg. phosphorus 
or a medium contg. it is added at a constant rote: ond 

(D) the foreign protein is recovered from Ihc cultured 

liq. 
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06.06.85- JP.12U88 (W. 12.86} Cl2p.33 C12f-01/64 
Steroid phosphoric ocid ester prepn. . by microbiol conversion using 
Moriiereilo fungus 
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water-sot. fraction la cone, in vacuo to give 3.5 g solid. It is purified 
by a DEAE.Sephadex A.25 column and a XAD.2 column to give 2.1 g 
of Na lAurolllh ocholic odd S phosphate. (7pp Dwg.No.0/0) 


The process tncludcf ft step tn which a nUmentouff fungus belonging 
to Mortt^rella species, and able to phosphatlse a steroid cpd.. Is 
conurted with a steroid cpd. or lU alkaline meUl salt. Subsequently, 
the phonphate of the steroid cpd. Is recovered. 

USK . Prepn. of highly wsler sol. steroid cpd. In an example, 6 I 
llq. medium conli;. ao g ftlucose. 5 r peptone, 2 g yeasl extract, t g 
KH2r04. 2 g iaHr04. 0.5 K M|CS04.7H20. 10 mg 0*02. 10 mg 
FeS04.7M20. 10 mg Ihlamlne HC 1 g Uurolllhochollc acid and I 1 
water is fed Into a 10 1 fermentor and Y 2-1 species previously 
cultured In ihe same medium snrtas above at 27 deg.C for 48 hrs. Is 
Inoculated Into the medium and cultured at 27 deg.C for 5 days with 

;mng at 300 rpm and aeration of 0.5 wm tpH: 7.7,51. Then, the 
cultured llq. Is cooled at 50 deif.C and ccntrlfugvd to gtve a clear 
lupemalAnl liquor. It Is passed through an Ambcrllte XAD-2 column 
and the abnorbed bed 1b eluated by methanol. The eluate Is mixed 
with an extract of the cenlrtfuged solid and concentrated in vacuo 
and Absorbed on a .Sephadex IJ{30 column and 11 is eluted by 
chloroform/ methanol and then eluated by methanol, and the latter 
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Opiicolly octtve hydroiyethyl oiotidinone derivs. prepn. - from 
opticolly inoctive ocylonyethyl oieiidinono derivs. uiing 
microofgoniims or enzymes 
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is obtd. from optically inncilvc 3-( l-ncyloxycthyl>-2-niri- 
idlnonc dcrlv. 

These optically active axctidinonc dcrlvs. nrc Important 
Intcrmcdlotca for corbapcncm and pcncm dcrlvs. which have 
antibacterial octlvity. 

MICROORGANISM 

This moy be chosen from boctcrla. yeast nnd fungi: 
Dactcria: 

Arthrobocter simplex SANK 73560 (lAM ICOO); 

Chromobocierlum vloloceum SANK 72783 (ATCC 31532): 

Flavobocicrlum cnpsulnlum SANK 70970 (IFO 12533); 

Flavoboctcrlum mcnlngoscplicum SANK 7077? (IFO l2535);or 

Doclllus subtills SANK 76759 ( 1AM 1069): 

Ycnst: ^ 

AurcobncUUum pulUilons SANK 1UK77 (ATCC 15J1I21: 
Cnndldn nlblcnns SANK SOIG-J (HO tiGHiti: 
richln farifiosn SANK 5Rur,2 ( l.AM A'WsW)'. 
richln tcrricoln SANK 51G8-I (M UM KtMiD: 
Ilhodotoruin minuin SANK 0(iH7 1 (HO (rrr.'i: or 
SocchnromyccB ccrcviftinc SANK C^uii-MIAM 4r»r:): 

Fungi: ,J6I2R02n5-A* 


Opilcnlly active C-lnctam cpds. (1; R,»M) arc produced by 
selective hydrolysis of rnccmlc cpds. of formula (1) using a 
microorganism or an cniymc. 

CM. 1 I 

R, =opl, subsld. ncyl; 

R, xopt. subsid. i.lkyl, nikcnyl. olkynyl.ju^ alkyllhlo. 

nlkylsulphonyl. orylthio or nrylsulphonyl or acyloxy; and 
R, = H or (TToicctivc gp. for N oton. 

USK/ADVASTAGE 

"Opiicnlly ncirvc 3-( l-hydTOxycthyl)-2-n2Ctldlnonc dcrlv. 



Asper^llus nigcr SANK 136S8 (ATCC 9142): 
CHoclndium roscurri SANK 10560 (FERM 82S9>: or 
Humicolo astcroidca SANK 14981 (FEKM 8260). 

EVZYME 

This may be of microorganism or animal or plnnt cell 
origin, examples of which arc: 

csicpnsc (cnrboxylic-csicr hydrolase. EC 3.1.1.1. c.p. pig 
liver originntcd commercial prod. PLE); 
lipase ( triacylglycerol Hcylhydrolase. EC 3.1.1.1. c.p. 
Aspergillus oryzae or Aspergillus nipcr-originaied commercial 
prou. ) : 

nminoiicylnse (N-.Amino acid lUTiinohydrolosc . KC 3.5.1.14 
e.g. commercial prod, prepd. from AspcrgiK-js genus of 
fungi ), 

Commercially available low-cosl crude prod, such as 
Tnkadiastase (originated from Aspergillus oryziie 1 contains 
lipase and may be used ir. place of purified sinndnrO lipase. 


EXAMPLE 

Oil 1 

1 X> 

OCl!, 

dl-3.4-Trans-l-(4-metho.\yphcny; )-:- 1 ( HI " l - :-ncci xycihyl }- 
-4-cthynyl-2-ozclidinone (GOmg) was .suL»jccu-0 lo >k.iV.ti: 
culture with Pichin farinosa SANK SSno: CAM 4303 ) i:i 30H' 1 
for 24 hrs. 1 
Culture liquor was cxirnctcd wjih cmyl iicctnic. ;'.n.l otju!. 
crude prod. (76 mg) was purified by sihea gel Tl.C icytln- 
hcxnnc/cihyl ncctnie = 1/1, L'.V. l.«nip ilncciiorv Ilf = 0,3:) 
to give (21 mg) of ( HS .48 )- 1- )'l-Mc: hc^xy phenyl )- 3- U IR )- 1- 
-hvdroxyethyn-4-elhvnyl-2-nzciidlnonc. (n)' Jj t -133^ (CM, 
Clici, ).(22ppW-G9LUbwgNo.0/0). 

JG1280:95-A 
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BiocHcmicoi prepn. of opticolly ociive phenoxy pHcnoiy proponol • 
mvolvei reacting boctertol esterose with opt. sotd. otgon\c corboiytic 
ocid eiier 
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of conccniralc. Kcactlon Is conducted under aliaklng or stirring. The 
reaction temp. Is 10-70 dCK.C. To keep the pH conalanl during the 
reaction, buffer such aa sodium phosphate and sodium acetate can 
be uaed. Une concn. of the suhslrale la 0.5 80 wi.'^v. prcf. 10-50 wl.*:c. 
Prcf. 2 irC organic carboxyllc acid la uaed. 

ADVANTACt: . Proceaa Rtvca optically acltve (I) with very high 
optical purtty. (llpp Dwg.No.0/01 

1 


Optical btochcmlcal resolution of (♦.» .2{4.phcnoxyphcnoxy i 
propcnr-l-ol (1) comprlsci Interacting esterase produced by 
microorganism netcctcd from the gp. connisllnK of ricudomonni, 
Chromobaclcrlum. Arlhrobactcr, AlcaliKenca. Candida. 
Achromobaclcr. Nocardla. Klavobactcrlum. Tolulopal«, 
Hrevibactcrtum. ISaclllus. Kschertchla. Micmcoccui. HantcnuU. 
Mucor. Cor>*nobaclerlum, Mycobacterium. Succharomycei, 
Thermomyces. Humlcola. Thizopua. ARptTjjlUua. Siri*ptomycri. 
Orotrlcum. Trcodcrma. Aclnetobacter. Aerotnonai. Itcauvcrta. 
I'»hodolorula. Knlcrobacter. Penlctlllum. Serralia. Kn*lnla, 
.'ttaphyiococcu*. I'hycomyces. I'roplonibactertum. MctarrhUium, 
rMcecilomyccji. Saccharomycopi»li. VcrllcUMum and X ani^iomonAt. 
with or^canlc MHC opt. aald. carboxyllc ftclt. c^lcr of (♦•l-(ll lo 
resolve to optically active (ll and Itj antipode eKlrr. 

CulttvAtion Is conducted at 30*40 dr^-C for l>3 dHyi In llq. medium. 
A« ealerane thrre are used culture liquid. celU »o|h1. from ibe culture 
Itq.. crude esterase sepd. frum Ihe cells or culture filtrate, culturt 
filtrate contR. esterase, purified esterase and eaterase-contic. extract 
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Detcfmn. of omodofi cpd. in e.g. »oy souce • by ireo'ment wfiS 
ffuctosyl:omino ocid oxidose ond o.g. det«rmn. oi hydrogen 
peroiido 
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protein can be dctermd. after conversion IfUo Us free state by th^ 
reaction with a suitable peptidase. This la useful for the examlnaliim 
of diabetes mellllus. (8pp Dwg.No.O/Ol 

1 


ncterminallon of Amudorl cpd. comprises trcannK a iiq. conig. 
Amadnrl cpd. with fructosylamlno acid oxidase In the prcaence of 
oxygen, and dclcrmg. the ami. of oxygen conaumcd In the oxldn. 
reaction or dctcrmg- hydrogen peroxide formed by the reaction. 

KcuKcni for the dclcrmn. of Amadorl cpd. conlalns fructosylamlno 
acid oxldnne. 

Amadorl cpd. Is that formed from aldose tnd alpha amino acid, 
namely fructosylalanlne from glucose and alanine or 
hydroxyacclonylglycine from glyceraldchydc and glycine. Sample 
liq. conlg. Amudorl cpd. Is e.g. aoy sauce, honey, etc. 
Fructosylamlno acid oxidase used Is pref. that obid. by cultivating 
microorganism, esp. bacteria belonging to Coryncbacicrtum ^enus 
(e.g. Coo'ncbaclftrlum sp. No. 2-3-1). The dclcrmn. of oxygen Is 
carried out by oxygen electrode, and that of hydrogen peroxide by 
colorlmclry. ^ • ^ ^ ^ 

ADVANTAGE • The delermn. of Amadorl cpd. can be easily 
carried out. Amadorl cpd. reflects the state of food (e.g. soy sauce) 
or infusion llq. during mfr. or storage. Amadorl cpd. bound by 



